We have recently elucidated a novel function for CD82 in E-cadherin-mediated homocellular adhesion; due to this function, it can inhibit cancer cell dissociation from the primary cancer nest and limit metastasis. However, the effect of CD82 on selectin ligand-mediated heterocellular adhesion has not yet been elucidated. In this study, we focused on the effects of the metastasis suppressor CD82/KAI1 on heterocellular adhesion of cancer cells to the endothelium of blood vessels in order to further elucidate the function of tetraspanins. The over-expression of CD82 in cancer cells led to the inhibition of experimentally induced lung metastases in mice and significantly inhibited the adhesion of these cells to human umbilical vein epithelial cells (HUVECs) in vitro. Pre-treatment of the cells with function-perturbing antibodies against sLe a/x significantly inhibited the adhesion of CD82-negative cells to HUVECs. In addition, cells over-expressing CD82 exhibited reduced expression of sLe a/x compared to CD82-negative wild-type cells. Significant down-regulation of ST3 β-galactoside α-2, 3-sialyltransferase 4 (ST3GAL4) was detected by cDNA microarray, real-time PCR, and western blotting analyses. Knockdown of ST3GAL4 on CD82-negative wild-type cells inhibited expression of sLe x and reduced cell adhesion to HUVECs. We concluded that CD82 decreases sLe a/x expression via the down-regulation of ST3GAL4 expression and thereby reduces the adhesion of cancer cells to blood vessels, which results in inhibition of metastasis.
Introduction
Metastasis is a multistep phenomenon characterised by migration of tumour cells from their primary site, invasion of the host blood or lymphatic vessels, seeding of distant organs, and the subsequent development of metastatic tumours. The extravasation of malignant cells involves the interaction of P-and E-selectin, which are cell adhesion molecules found on the surface of endothelial cells that line the blood vessels, with the corresponding carbohydrate ligands occurring on the surface of malignant cells [1] . Several molecular species of carbohydrate ligands for selectins are expressed on cancer cells, including sialyl Lewis X (sLe x ) and sialyl Lewis A (sLe a ). Numerous clinical studies have reported that the expression of sLe x and sLe a on tumour cell mucins is directly correlated with metastasis, tumour progression, and poor prognosis [2, 3] , and it is known that the expression of sLe x/a is markedly enhanced in solid tumours. However, the molecular mechanism underlying the regulation of sLe x/a in cancer cells is not well understood.
Tetraspanins, or TM4SF proteins, comprise a large group transmembrane proteins occurring on the cell surface, which can form complexes with membrane receptors such as integrins. Some tetraspanin-family proteins have been reported to play a particularly important role in tumour cell metastasis [4, 5] . CD82/KAI1, a member of the tetraspanin superfamily, was first identified as a T-cell accessory molecule [6] and subsequently identified in a genetic screen for cancer metastasis suppressor genes [7] . In malignant solid tumours, the expression of CD82/ KAI1 strongly correlates with a better prognosis for cancer patients, whereas its down-regulation is commonly found in clinically advanced cancers. This data suggest that CD82/KAI1 is a suppressor of invasion and metastasis of various types of solid tumours. [8, 9] . Consistent with these observations, it has frequently been observed that expression of CD82 is inversely correlated with the invasive and metastatic potential of cancers of the breast, bladder, colon, cervix, gastrointestinal tract, skin, lung, prostate, pancreas, liver, and thyroid [10] [11] [12] [13] . CD82 regulates cell aggregation, cell motility, cancer metastasis, and apoptosis [14] . We have reported that CD82 stabilizes E-cadherin-β-catenin complexes by inhibiting β-catenin tyrosine phosphorylation. This function strengthens the homocellular adhesion of cancer cells and prevents cancer cells from escaping from primary nests [15] . Conversely, once tumour cells invade the blood or lymphatic vessels, heterophilic intercellular adhesion between tumour cells and endothelial cells of the vessels is required as the initial step of metastasis to distant organs. Sialyl Lewis antigens on the cancer cells are involved in adhesion to selectin on endothelial cells of the vessels [16] . However, the effect of CD82 on selectin ligand-mediated cell adhesion has not yet been elucidated.
We here investigated the effects of the metastasis suppressor CD82/KAI1 on the process of heterocellular adhesion of tumour cells to the endothelium of blood vessels, in order to further elucidate the function of tetraspanins. We first demonstrated that sialyl Lewis antigen synthesis is regulated by a CD82/KAI1-mediated system, and then examined the effects of this mechanism on cancer cell metastasis in a mouse metastasis model.
Materials and Methods

Antibodies and reagents
Mouse monoclonal antibodies (G-2) and rabbit polyclonal antibodies (C-16) against KAI1 were purchased from Santa Cruz Biotechnology (Santa Cruz, CA, USA). The following function-perturbing antibodies were used: anti-sLe x (mouse, monoclonal) and anti-sLe a (mouse, monoclonal) antibodies, which were obtained from Santa Cruz Biotechnology and MILLI-PORE (Temecula, CA, USA), respectively, as well as a mouse monoclonal antibody against β1 integrin, which was obtained from Sigma (St. Louis, MO, USA).
Cell culture
The human cell line h1299 (a non-small cell lung carcinoma cell line) and its transfectant cell lines, h1299/zeo and h1299/CD82, were established in our laboratory by means of transfection of a control vector or CD82 cDNA, respectively, and a cell sorting-based clone selection technique, as described previously [14] . The cells were grown at 37°C in an atmosphere of 5% CO 2 in Dulbecco's modified Eagle's medium (DMEM; Sigma), supplemented with 10% foetal bovine serum (FBS; ICN Biomedicals, Aurora, OH, USA) and 2 mM L-glutamine. The two cell lines used in this study, h1299/zeo and h1299/CD82, have been described previously [10] . h1299/zeo is a mock transfected cell line that exhibits weak CD82 expression, whereas h1299/CD82 cells over-express CD82 following cDNA transfection. Immunoblotting analysis showed that the level of CD82 protein in h1299/CD82 cells was 20 times higher than in the wild-type or h1299/zeo cells, whereas flow cytometry revealed that the cell surface level of CD82 in h1299/CD82 cells was approximately 9-fold that of the wild-type or h1299/zeo cells.
Animals and metastasis assay
Eight-week-old female athymic nude mice (BALBc cAJcl-nu) were purchased from Kyudo (Fukuoka, Japan). The mice were housed in laminar flow cabinets under specific pathogen-free conditions and fed autoclaved water and diets in facilities approved by Kyushu University. Each cabinet contained 1-4 mice for experimental grouping. The animal experimental protocols were approved by the Animal Care and Use Committee of Kyushu University (Permit Number: A23-13-1).
For the experimental lung metastasis studies, 1.0 × 10 6 cells or vehicle (PBS) only were injected via the tail vein. Mice were randomly separated into the following 4 groups: (A) no treatment (Control: injected with PBS only), (B) h1299, (C) h1299/zeo, and (D) h1299/CD82. Each group contained at least 3 mice (a total of 20 mice were used). Eight weeks after injection, the mice were sacrificed by the administration of pentobarbiturate (100-120 mg/kg) to minimize suffering and the lungs were harvested. Lung metastatic foci were counted if they could be seen with the naked eye as described previously [15] .
Immunoblot analysis
Cell lysates for immunoblotting were prepared in cell lysis buffer (1% Triton X-100, 2 mM sodium orthovanadate, 500 mM NaCl, 10 mM MgCl 2 , 10 μg/mL leupeptin, 10 μg/mL aprotinin, 1 mM PMSF, 50 mM Tris-HCl pH 7.2). The cell lysates were resolved by SDS-PAGE, transferred to a nitrocellulose membrane (Bio-Rad, Hercules, CA, USA), and incubated with specific primary antibodies. Protein bands were visualized using horseradish peroxidase (HRP)-conjugated secondary antibodies and enhanced chemiluminescence reagent (Amersham Pharmacia Biotech, Piscataway, NJ, USA). The bands were scanned by computer-assisted densitometry (ChemiDoc XRS-J; Bio-Rad) and analysed using Quantity One software (Bio-Rad) as described previously [14, 15] .
Fluorescent labelling of live cells and cell adhesion assay
Live h1299 cells were labelled using Vybrant DiO and DiD cell-labelling solutions (Molecular Probes, Eugene, OR, USA) according to the manufacturer's instructions.
To quantify tumour cell adhesion to human umbilical vein epithelial cells (HUVECs), a standard static adhesion assay was performed, as described previously [17] . HUVECs were added to the endothelial monolayer and allowed to adhere at 37°C for 30 min.
To examine the effects of function-perturbing antibodies on adhesion of cancer cells to the HUVEC monolayer, h1299 cells were pre-treated with 5 μg/mL of the function-perturbing antibodies at 37°C for 30 min, and were then applied to the HUVEC monolayer.
The wells were washed 3 times with phosphate-buffered saline (PBS) and cells fixed with methanol for 15 min at room temperature. The adherent cells were quantified under a light microscope using a high power field (× 200). For each of the triplicate experiments, the number of cells in 5 randomly chosen fields was determined and the counts were averaged.
Transfection of short hairpin RNA (sh RNA)
Cultured h1299/CD82 and h1299/zeo cells were transfected using Lipofectamine (Invitrogen Life Technologies, Carlsbad, CA, USA) according to the manufacturer's instructions. The h1299/CD82-sh. control and h1299/CD82-sh.CD82 cell lines were generated by transfection of h1299/CD82 cells with the pLKO.1-puro Control Vector (Sigma) and pLKO.1-puro/sh.CD82: NM_002231 (Sigma), respectively [18] . The h1299/zeo-sh.control and h1299/zeo-sh.ST3GAL4 cell lines were generated by Lipofectamine-mediated transfection of h1299/zeo cells with the pLKO.1-puro Control Vector and pLKO.1-puro sh.ST3GAL4:NM_06081105 (Sigma), respectively. Colonies exhibiting resistance to puromycin (Sigma) from the individual transfection experiments were pooled. The expression level of CD82 and ST3GAL4 in shRNA transfected h1299 cells was monitored by RT-PCR and immunoblotting. These cells were maintained in DMEM containing 10% FBS and 2 μg/mL puromycin.
DNA microarray
Total RNA was extracted from h1299/zeo and h1299/CD82 cells using TRIzol reagent (Invitrogen, Carlsbad, CA, USA). DNA microarray hybridization and scanning were performed by Affymetrix (Santa Clara, CA, USA), using the Affymetrix gene chip HG-U133A plus2.0. GCRMA in Bioconductor (http://www.bioconductor.org) was used for probe analysis and normalization of the microarray data.
Statistical analysis (Student's t-test) and a fold-changes filter (> 3.0) (h1299/CD82 vs. h1299/zeo) were performed sequentially to select the significant genes. Using the gene definition feature, all transferases that regulate sialyl Lewis antigens were identified and are listed in Tables 1 and 2 .
Real-time reverse transcriptase (RT)-polymerase chain reaction (PCR)
Total RNA was extracted from h1299 cells using TRIzol (Invitrogen, Carlsbad, CA, USA) and used for first-strand cDNA synthesis. The mRNA levels were quantified in triplicate using a real-time PCR system with the Brilliant SYBR Green qPCR Kit (Stratagene, La Jolla, CA, USA) as described previously [18] . The specific primers for glycosyltransferase were as follows: (ST3GAL1: The PCR cycling conditions were 10 min at 95°C for 1 cycle followed by 45 cycles each of 95°C for 30 s, 60°C for 30 s, and 72°C for 60 s. Amplicons are confirmed that signals are unique by dissociation curve analyses. Expression levels for each sample, obtained from parallel assays, were normalized to those of the gene encoding glyceraldehyde-3-phosphate dehydrogenase (GAPDH) and were analysed using the LightCycler2.0 System software package (Roche Applied Science, Indianapolis, IN, USA).
Results
Ectopic expression of CD82 inhibits lung metastasis in mice
In the first experiment, we confirmed the metastasis-inhibitory effect of CD82 that has previously been reported using an animal metastasis model [17] . For the experimental lung metastasis studies, we injected h1299 cells into the tail vein of 8-week-old female athymic nude mice. Eight weeks after injection, any metastatic foci were observed and counted visually. CD82 showed a strong inhibitory effect on the size and number of lung metastasis foci (Fig 1) . Specifically, mice transfected with h1299/zeo cells showed 100% lung metastasis (7/7), whereas the CD82 transfectants, h1299/CD82, exhibited a significant inhibition of metastasis, with a metastasis rate of only 28.5% (2/7). Given that the lung metastasis rate directly reflects the extent of cellular adhesion to the lung blood vessels, this result suggested that CD82 plays an important role in cellular adhesion to blood vessels.
Ectopic expression of CD82 inhibits tumour cell adhesion to HUVECs via sialyl Lewis antigens
The adhesion of cancer cells to blood vessels involves the interaction of P-and E-selectin on the epithelial cells of blood vessels with the corresponding sLe x and sLe a carbohydrate ligands on the surface of cancer cells [12] . We analysed the effect of CD82 on cell adhesion to blood vessels using a previously described cell adhesion assay in HUVECs [11] . It was previously confirmed that HUVECs express both P-and E-selectin [11] . We observed that approximately 65% of the loaded h1299/zeo cells adhered to the HUVEC monolayer. Conversely, h1299/ CD82 cells showed significantly less cell adhesion, with only 6.6% adherence to the HUVEC monolayer (Fig 2A and 2B) . Pre-treatment with function-perturbing antibodies against sLe x , sLe a , or β1 integrins inhibited h1299/zeo adhesion to HUVECs by 9.4%, 8.4%, and 30.2%, respectively (Fig 2C) . In contrast, function-perturbing antibodies against sLe x/a showed no significant inhibition of h1299/CD82 cell adhesion to HUVECs. These results strongly suggested an inhibitory role for CD82 in sialyl Lewis-mediated cellular adhesion. Inhibitory effect of CD82 on cancer cell metastasis in a mouse metastasis model. The tail veins of nude mice were injected with 1.0 × 10 6 h1299/zeo or h1299/CD82 cells. Eight weeks after injection, the mice were killed and the lungs recovered. Metastatic foci were counted by eye. The injection of h1299/zeo cells resulted in 100% lung metastasis (7/7), whereas h1299/CD82 cells showed a significantly lower rate of metastasis (28.5%; 2/7). 
Ectopic expression of CD82 reduces sialyl Lewis synthesis
The expression of sialyl Lewis antigens on h1299 cells was analysed by immunoblotting (Fig 3) . sLe a was detected as bands corresponding to approximately 97, 125 and 200 kDa, and its expression level was 5-8-fold higher in h1299/zeo cells than in h1299/CD82 cells (Fig 3A) . Similarly, the expression of sLe x proteins was detected at approximately 90, 125, and 200 kDa, and was 5-8-fold higher in h1299/zeo cells than in h1299/CD82 cells (Fig 3B) . These findings were in accordance with the results of the HUVEC adhesion assay. Furthermore, we transfected h1299/CD82 cells with CD82 shRNA to confirm whether this down-regulation of sialyl Lewis antigens is a direct effect of the ectopic expression of CD82. CD82 shRNA completely inhibited CD82 expression (Fig 3C) and, simultaneously, the production of sLe a and sLe x recovered to the expression levels observed in h1299/zeo cells. Ectopic expression of CD82 reduces the mRNA levels of glycosyltransferase genes related to sialyl Lewis synthesis To examine the mechanisms for the down-regulation of sialyl Lewis antigens by CD82, we performed a global DNA microarray analysis of the possible regulators of sialyl Lewis antigens (all transferases). As shown in Table 1 , CD82 markedly down-regulated (0.05-fold change) the expression of ST3GAL4 (underlined in Table 1 ). In contrast, the expression of genes encoding other groups of glycosyltransferases and sugar transporter groups was not markedly changed.
We next examined the effects of CD82 on the mRNA and protein levels of ST3GALs using real time PCR (Fig 4) and immunoblotting (Fig 5) , respectively. The ectopic expression of CD82 had no effect on the expression of ST3GALs, except for a marked decrease in the ST3GAL4 mRNA and protein levels.
We also assessed whether the reduction of ST3GAL4 in h1299/CD82 cells was a CD82-specific event by using CD82 knockdown. Following knockdown of CD82, the protein level of ST3GAL4 completely recovered to the level observed in h1299/zeo cells.
ST3GAL4 shRNA reduces sLex production
To examine whether down-regulation of ST3GAL4 reduces the production of sLex, we knocked down ST3GAL4 by stable transfection of ST3GAL4 shRNA. The expression of ST3GAL4 was specifically reduced by shRNA at both mRNA and protein levels (Fig 6A and  6B) . The protein level of sLe x was significantly reduced in h1299/zeo shST3GAL4 cells (0.3-fold of h1299/zeo sh.cont). In contrast, the protein level of sLe a showed no significant difference between h1299/zeo-sh.cont cells and h1299/zeo-sh.ST3GAL4 cells. The finding that Function of CD82/KAI1 in Sialyl Lewis Antigen-Mediated Adhesion ST3GAL4 specifically reduces sLe x protein production suggested that sLe x production was down-regulated by CD82 expression via ST3GAL4 down-regulation (Fig 7A and 7B) .
ST3GAL4 shRNA inhibits cell adhesion to HUVECs
Finally, we examined the effect of shRNA-mediated down-regulation of ST3GAL4 on cell adhesion to HUVECs. The cell adhesion to HUVECs showed approximately 50% inhibition of wild-type h1299/zeo cells after ST3GAL4 knockdown. However, the inhibition level of h1299/ zeo shST3GAL4 cells did not reach that of h1299/CD82 (90% inhibition of h1299/zeo; Fig 8) .
Discussion
CD82/KAI1 has been reported to have anti-metastatic properties and has previously been confirmed to be a suppressor of metastasis. We previously demonstrated a novel function of CD82 in E-cadherin-mediated homophilic intercellular adhesion [15] . In this study, we examined the effects of CD82 on heterophilic cellular adhesion to the blood or lymphatic vessels, which is the Function of CD82/KAI1 in Sialyl Lewis Antigen-Mediated Adhesion initial step of metastasis to distant organs; and demonstrated the novel regulatory role of CD82 in sialyl Lewis-dependent cellular adhesion. In our in vivo metastasis assay, CD82 showed a strong inhibitory effect on the size and number of lung metastasis foci (Fig 1) following the direct injection of cancer cells into the mouse tail vein. Thus, our results strongly suggest an inhibitory role for CD82 in the adhesion of cancer cells to vascular endothelial cells. Sialyl Lewis antigens are involved in the initial step of cancer cell adhesion to blood vessels [16] . Numerous clinical studies have reported that the expression of sLe x and sLe a on tumour cell mucins correlates directly with metastasis, tumour progression, and poor prognosis [2, 3] . Once the initial adhesion via sialyl Lewis antigens is established, integrin-mediated adhesion ensues [19] . We demonstrated that addition of an anti-integrin antibody only partially inhibited the adhesion of cancer cells to HUVECs, suggesting that the initial sialyl Lewis antigenmediated adhesion is essential for cancer cell adhesion to blood vessels (Fig 2) . The ectopic expression of CD82 down-regulated the synthesis of sLe a/x (Fig 3) , supporting the results of the HUVEC adhesion assay. The biosynthesis pathway of sLe a and sLe x depends on a variety of enzymes, which catalyse the transfer of sialic acid and fucose to the oligosaccharide side-chains of glycoconjugates. Briefly, N-acetyllactosamine (GlcNac) β1 oligosaccharide is synthesized by GlcNAc transferases. Based on GlcNac β1 oligosaccharide substrates, β1, 3-galactosyltransferases (β3Gal-Ts) synthesize α1!3 disaccharides (type 1 chains) and β1, 4-galactosyltransferases (β4Gal-Ts) synthesize α1!4 disaccharides (type 2 chains). Sialyltransferase (ST) belonging to the ST3GAL family contains 6 subfamilies of enzymes. Among these, ST3Gal3 sialylates type 1 chains to produce sLe a , whereas ST3Gal4 and -6 are required to sialylate type 2 chains for sLe x production.
Sequential addition of α1, 4-linked fucose to type 1 chains and α1, 3-linked fucose to type 2 chains by fucosyltransferase (FUTs) finalizes the biosynthesis of sLe a and sLe x , respectively. The expression of sLe a and sLe x is associated with carcinogenesis and tumour progression. The expression of the ST and FUT genes that encodes the enzymes necessary for the biosynthesis of these antigens is also correlated with these malignant characters. Increased mRNA levels of ST and FUT are found in several types of malignant tumours. ST3GAL3 expression in patients with breast cancer was strongly associated with poor prognosis and reduced overall survival [20] . Similarly, the increased expression of ST3GAL4 and FUT4 was reported in colorectal carcinomas [21] . Conversely, the down-regulation of ST3GAL4 has been observed in colorectal cancer tissues and human renal cell carcinoma [22, 23] . In gastric cancer, the expression levels of ST3GAL3 and FUT4 mRNA were significantly enhanced in carcinoma tissues [24] . Furthermore, the expression of FUT4 and FUT7 mRNA was related to poor prognosis in lung cancer patients [25] , and the increased activity of α1,3/4-FUTs were observed in ovarian carcinoma compared to healthy tissue In our model, CD82 significantly down-regulated (0.05-fold change) the expression of ST3GAL4. In contrast, the expression of other groups of glycosyltransferases and sugar transporter groups was not markedly changed. Knockdown of CD82 mRNA by shRNA in h1299/ CD82 cells resulted in the recovery of ST3GAL4 expression and the synthesis of sLe a/x , suggesting that CD82 has specific effects on ST3GAL4 expression. As mentioned above, ST3GAL4 usually synthesizes only sLe x and our ST3GAL4 knockdown study showed results indicating a specific down-regulation of sLe x in h1299/zeo shST3GAL4 cells. In contrast, ectopic expression of CD82 reduced the synthesis of sLe a and sLe x , simultaneously. This type of discrepancy has been reported previously. The enzymatic activity of ST3GAL4 recombinant protein was effective for both type 1 and type 2 disaccharides in vitro, whereas in vivo, it was only effective for type 2 substrates The data produced in our microarray analysis may provide another mechanism to explain this discrepancy. A weak down-regulation of β3galT (0.7-fold change, underlined in Table 1 ), which synthesizes type 1 disaccharides, was found. It is possible that even this weak down-regulation of β3galT can result in a significant down-regulation of sLe a , because a type 1 disaccharide is the essential core element of its derivatives (Le b , Le a , and sLe a ).
Conclusions
Together, our data suggest that the ectopic expression of CD82 significantly reduces the levels of sLe x/a , which in turn reduces the adhesion of cancer cells to blood vessels. Thus, we propose that the decreased expression of ST3GAL4 mRNA plays a key role in the CD82-mediated down-regulation of sLe x/a , especially that of sLe x . Therefore, we conclude that CD82 downregulates ST3GAL4 and regulates sialyl Lewis antigen-mediated cancer cell adhesion to blood vessels and, thereby, the inhibition of cancer cell metastasis. Our results demonstrate a novel function for CD82 in the regulation of sialyl Lewis antigens.
